Functional impairment of endothelial colony-forming cells (ECFCs), a specific cell lineage of endothelial progenitor cells (EPCs) is highly associated with the severity of coronary artery disease (CAD), the most common type of cardiovascular disease (CVD). Emerging evidence show that circulating microRNAs (miRNAs) in CAD patients' body fluid hold a great potential as biomarkers. However, our knowledge of the role of circulating miRNA in regulating the function of ECFCs and the progression of CAD is still in its infancy. We showed that when ECFCs from healthy volunteers were incubated with conditioned medium or purified exosomes of cultured CAD ECFCs, the secretory factors from CAD ECFCs dysregulated migration and tube formation ability of healthy ECFCs. It is known that exosomes influence the physiology of recipient cells by introducing RNAs including miRNAs. By using small RNA sequencing (smRNA-seq), we deciphered the circulating miRNome in the plasma of healthy individual and CAD patients, and found that the plasma miRNA spectrum from CAD patients was significantly different from that of healthy control. Interestingly, smRNA-seq of both healthy and CAD ECFCs showed that twelve miRNAs that had a higher expression in the plasma of CAD patients also showed higher expression in CAD ECFCs when compared with healthy control. This result suggests that these miRNAs may be involved in the regulation of ECFC functions. For identification of potential mRNA targets of the differentially expressed miRNA in CAD patients, cDNA microarray analysis was performed to identify the angiogenesis-related genes that were down-regulated in CAD ECFCs and Pearson's correlation were used to identify miRNAs that were negatively correlated with the identified angiogenesis-related genes. RT-qPCR analysis of the five miRNAs that negatively correlated with the down-regulated angiogenesis-related genes in plasma and ECFC of CAD patients showed miR-146a-5p and miR-146b-5p up-regulation compared to healthy control.
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Introduction
Coronary artery disease (CAD), the most common type of heart disease and the single most common leading cause of death in developed countries, starts with a progressive impairment of endothelial integrity and function [1, 2] . Emerging evidence suggests that refurbishment of damaged microcirculation is not solely the result of proliferation of local endothelial cells, but also largely depends on bone marrow-derived endothelial progenitor cells (EPCs). EPCs participate in vessel homeostasis (reviewed in [3] ). A negative correlation between the number of EPCs in peripheral blood with angiogenesis-related phenotype [4] and severity of CAD [5] had been demonstrated. In addition to the circulating EPCs count, the regulation of adult angiogenesis and vasculogenesis are also highly dependent on the migratory activity of EPCs, and dysfunctional EPCs are observed to contribute to CAD pathogenesis [6, 7] . EPCs are therefore considered as biomarker of vascular health, prognosis factor of CAD, and as a potential therapeutic agent in cardiovascular diseases.
Since the first identification of EPCs in 1997 [8] , EPCs have been extensively studied for their ability to repair vessels [9] . Transplanted EPCs show capability of direct incorporation into the vasculature for recovery of ischemia [10, 11] . EPCs can be divided into two distinct groups according to phenotypic lineages, known as the haematopoietic (early EPCs or myeloid angiogenic cells [MACs] ) and endothelial lineage (late EPCs or endothelial colony forming cells [ECFCs] ) [12] . MACs do not give rise to endothelial cells, however, it can promote angiogenesis through paracrine mechanism [13] . ECFCs can be obtained from mononuclear cells (MNCs) in peripheral blood and are identified using specific cell surface markers, including hematopoietic stem cell marker CD34, endothelial lineage surface antigen CD31 (also known as platelet/endothelial cell adhesion molecule 1, PECAM1), VE-cadherin, and vascular endothelial growth factor receptor 2/kinase insert domain receptor (VEGFR2/KDR) [14] [15] [16] [17] [18] . Accumulating evidence indicate that different mechanisms are responsible for reducing the amount and activities of ECFCs. For example, decreased expression of angiogenic cytokine CXCL12, also named as stromal cell-derived factor 1 (SDF1), resulted in apoptosis of ECFCs [19, 20] . Reduced levels of VEGF, a known mitogen for ECFC, suppressed proliferation and activation of circulating EPCs and overexpression of VEGF augmented ECFCs proliferation in vitro and neovascularization in vivo [21] .
In addition to regulating protein-coding genes in EPCs, emerging evidence shows that the expression of various microRNAs (miRNAs) is also important for the function of EPCs and consequently in the pathogenesis of CAD. In our previous report, we detected and compared the levels of miRNA in peripheral blood and umbilical cord blood ECFCs, we found that the ECFCs show high and low vasculogenic ability, respectively. We also showed that miR-31 was more abundant in umbilical cord blood-derived ECFCs by small RNA sequencing (smRNAseq) [22] . Transfer of miR-31 to peripheral blood-derived ECFCs increased cell migration and microtubule formation functions in ECFCs [22] . On the other hand, anti-angiogenic miR-221 and miR-222, which modulate the angiogenic properties of human umbilical vein endothelial cells through targeting c-kit and NO synthase [23] , were significantly up-regulated in patients with CADs [24, 25] . This data illustrates the critical role of miRNAs in ECFC biological functions. In addition to tissue RNAs, circulating miRNAs in body fluids have emerged as potential new biomarkers for diseases [26] [27] [28] and novel therapeutic targets [29, 30] .
Expression of many miRNAs is associated with the severity of CAD [31, 32] . Recently, many reports including ours showed the negative correlation between the levels of ECFCs and circulating miRNAs with the expression of VEGF [33] [34] [35] or its receptor VEGFR [36, 37] in CAD patients. These data indicate that secretory miRNAs from diseased ECFCs might diminish the functionality of global healthy ECFCs that consequently leads to pathogenesis of artery disease. Identifying the secretory factors may help to block the "negative loop" from generating defective ECFCs. The mechanisms of angiogenesis, besides mitogenic VEGF signaling, remain largely unknown. Here, by using smRNA-seq, we deciphered the miRNome pattern of CAD ECFCs and plasma, and identified miR-146a-5p and miR-146b-5p as potential angiogenic regulatory miRNAs that target an endothelial cell-restricted Rho GTPase, RHOJ. Knockdown of miR-146a-5p or miR-146b-5p enhanced migration and tube formation activity in CAD ECFCs. Consistently, overexpression of miR-146a-5p or miR-146b-5p in healthy ECFCs repressed ECFCs functionality. Collectively, these finding provide evidence of dysregulation of miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis in CAD pathogenesis and supports its potential use as an effective prognostic and therapeutic implications in CAD.
Materials and methods

Ethics statement
This study was approved by the institutional Ethics Committee Review Boards of Tri-Service General Hospital and the Taipei Veteran General Hospital (IRB#: 1-103-05-061). Written informed consents were obtained from all participants. The protocols of this study were consistent with the ethical guidelines of 1975 Helsinki Declaration.
RNA extraction and reverse transcription and quantitative PCR (RTqPCR)
Total RNA was extracted from ECFCs using TRIzol reagent (Invitrogen, Carlsbad, CA, USA) and plasma using TRIzol LS reagent (Invitrogen) following the manufacturer's protocol. For miRNA detection, 150 ng of total RNA was used for RT using Universal cDNA Synthesis and SYBR 
smRNA-seq and data analysis
Total RNAs purified from plasma and ECFCs of HLTY individuals and CAD patients were sequenced using Illumina MiSeq (Illumina, San Diego, CA, USA) following the standard manufacturer's procedure. Sequencing results were analyzed using an in-house bioinformatics pipeline [38] . Expression levels of miRNAs were calculated as read per millions of mapped reads (RPM). The p-value and false discovery rate of differential miRNA expression were processed by DESeq2 [39] . TargetScan 7.0 (www.targetscan.org) was used to predict target genes and binding sites of miR-146a-5p and miR-146b-5p.
Cloning miRNAs and expression of miRNAs and anti-miRNAs
Genomic DNA fragments containing precursor sequence of miR-146a-5p and miR-146b-5p was cloned into pL4-V5-CPO-B, a lentiviral-based expression vector using miR-146a-5p primer pairs: forward: 5'-ATAGGATCCATCATGCATGGCTCATTTTT-3'; reverse: 5'-AT AGGATCCAGCTACTTGGAACCCTGCTT-3'; and miR-146b-5p primer pairs: forward: 5'-A TAGGATCCAGACCCTCCCTGGAATAGGA-3'; reverse: 5'-ATAGGATCCGAGCACTGAGGA AGGACCAG-3'. miRZip TM lentivector-based anti-miRNAs expresses anti-miRNA-146a-5p
(5'-GTGAGAACGGAATTCCATGGATTCTTCCTGTCAGAACCCATGGAATTCAGTTCTCATT TTT-3') and anti-miR-146b-5p (5'-GGATCCGTGAGAACCGAATTCCATCGGATCTTCC TGTCAGAGCCTATGGAATTCAGTTCTCATTTTTGAATTC-3') was purchased from System Biosciences (Mountain View, CA, USA). Lentiviruses expressing miRNAs and anti-miRNAs were produced in 293T cells and used for transduction.
Transwell cell migration and tube formation assays
For migration assay, 600 μl of EGM2 medium supplemented with 10% FBS were added to the lower chamber, while 5x10 4 ECFCs in 100 μl of EGM2 medium were seeded on the upper chamber with 8 μm pore size of Costar Transwell Polycarbonate Permeable Supports (Corning, Corning, New York, USA). Six hours after incubation at 37˚C with 5% CO 2 , suspension cells were removed and the membranes were fixed with 4% paraformaldehyde for 15 minutes at room temperature. The migrated cells were then stained with Hoechst 33342 reagents (Sigma) for 30 minutes and counted under fluorescent microscope in five representative fields. The images were quantified using MetaMorph (Molecular Devices, Sunnyvale, CA, USA). For in vitro tube formation assay, 96-well plate were coated with Basement Membrane Extract (BME, 3433-005-01, Trevigen Inc., Gaithersburg, MD, USA) (50 μl per well) at 37˚C miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis in cardiovascular disease for an hour as described previously [33] . 1x10 4 ECFCs in 100μl medium were placed onto the matrix and incubated at 37˚C for 3 hours. The tube structures were visualized under an inverted light microscope (100 X). Five microscopic fields were captured in each group and total tube length was calculated using MetaMorph (Molecular Devices). All data were obtained from three independent experiments with triplication.
Luciferase reporter assays
Luciferase reporter plasmids were constructed by cloning the predicted miRNA-binding site on 3'-UTR of CAV1 and RHOJ into pGL3-Basic plasmid (Promega, Madison, WI, USA) using specific primers for CAV1, forward: 5'-ATTACTAGTGCAACTCGCTTTAGGTCAGC-3'; reverse: 5'-ATTAAGCTTGGCCATGTGTCACAGCATAA-3' and RHOJ, forward: 5'-ATT GAGCTCTTTTCCATGTATTGCCACGA-3'; forward: 5'-ATTAAGCTTTTACATCATTGGG CACAGGA-3'. The luciferase reporter plasmids containing mutations on miR-146a-5p and miR-146b-5p binding sites in the 3'UTR of RHOJ was created using QuikChange SiteDirected Mutagenesis Kit (Stratagene, San Diego, CA, USA). Reporter assays were performed by transiently co-transfecting 293T cells with reporter plasmids and vector overexpressing miR-146a-5p or miR-146b-5p using Lipofectamine 2000 reagent (Life Technologies). Renilla luciferase was used to normalize transfection efficiency. Forty-eight hours after transfection, total cell lysates were measured for the luciferase activities by the Dual-Luciferase Reporter Assay System (Promega), according to the manufacturer's instruction. 
Statistical analyses
Results
Conditioned medium (CM) derived from coronary artery disease (CAD) ECFCs inhibited migration and tube formation ability of healthy (HLTY) ECFCs
Cobblestone-like ECFCs obtained from the peripheral blood (PB) of HLTY donor and CAD patients were first characterized by fluorescence-activated cell sorter (FACS) as described [22] . Both ECFCs were confirmed negative for hematopoietic marker CD45 and positive for endothelial markers CD34, KDR, CD31 and VE-cadherin (S1 Fig) . Consistent with previous findings [33] , the migratory and the tube formation activity of CAD ECFCs were less efficient than HLTY ECFCs ( Fig 1A) . Interestingly, in this study we found that CM derived from CAD ECFCs significantly reduced the migration and tube formation abilities of HLTY ECFCs ( Fig  1B) . Emerging evidence showed that circulating exosomes function as intercellular transporter delivering cargos to recipient cells [40] . To determine if CAD ECFCs derived exosomes are responsible for CM-mediated inhibition of cell migration and tube formation abilities, we isolated exosomes from CM derived from CAD ECFCS and used them to treat HLTY ECFCs. As expected, exosomes derived from CAD ECFCs inhibited the migration and tube formation abilities of HLTY ECFCs ( Fig 1C) . These data indicate that secretory factors from CAD ECFCs might diminish the functionality of HLTY ECFCs. Identifying the secretory factors may help to block the "negative loop" for generating defective ECFCs. Analysis of miRNA expression profile in plasma and ECFCs of HLTY individuals and CAD patients
Circulating miRNAs have been found in exosomes [41] . In addition, miRNAs are also known to be actively or passively released in circulation as intercellular communication molecules [42, 43] . To determine whether circulating miRNAs play a role in regulating the physiological function of ECFCs in PB, total RNA harvested from plasma of both HLTY individuals and CAD patients were purified and used for smRNA-seq. Hemolysis was monitored by OD 480 to avoid background miRNA signals from red blood cells. A pilot study of exosome miRNAs sequencing confirmed similar miRNA signature of exosome and plasma miRNAs. To simplify the processing step, we aimed to purify the miRNA from plasma. Total RNA from plasma of 5 individuals were pooled for preparation of a library for smRNA-seq. About 4 to 5 million of raw reads were obtained using Illumina MiSeq. Total reads were first trimmed for adapter sequence and filtered with read length. Reads with more than 90% of the bases that reached a score of Q30 (Phred score) were preserved for further analysis. Unique read counts and length distribution peaks were summarized (Table 1) . Reads were then mapped to known classes of small RNAs, including tRNA, rRNA, snoRNA, snRNA, and miRNAs. The expression pattern of miRNAs was measured by pair-wise Pearson correlation coefficient and demonstrated by heat map (Fig 2A) . The result indicates the differences between the miRNA expression profiles of CAD and HLTY specimens (Fig 2A) .
To identify miRNA candidates that are dysregulated in CAD ECFC, we compared the miRNA expression profile of CAD plasma and ECFC to that of HLTY subjects. We found 82 and 83 miRNAs were up-regulated in CAD plasma and ECFC versus HLTY control, respectively (Fig 2B) . Heat maps of these miRNAs in plasma and ECFC of HLTY individuals and CAD patients are shown (S2A and S2B Fig, respectively) . Among them, 12 miRNAs were upregulated in both CAD plasma and ECFC (Fig 2B) . Heat map showed significant differences of these 12 miRNAs in CAD plasma and ECFC versus HLTY control (Fig 2C and 2D , respectively). When the plasma miRNAs that were dysregulated in CAD patients were plotted by fold-change (log 10 ), the 12 miRNAs that were up-regulated in both CAD plasma and ECFC were ranked among the top 50% of highly unregulated plasma miRNAs, as highlighted on top of Fig 2E. The red color depth represents the average level of miRNAs (read per millions of mapped reads, RPM) in plasma of CAD patients. The 12 highly expressed miRNAs in CAD plasma and ECFC are listed in Table 2 .
Identify miRNAs with potential of targeting angiogenesis-related genes
We hypothesized that miRNAs up-regulated in CAD ECFCs might be secreted in plasma and uptake by HLTY ECFCs, thereby dysregulating mRNAs expression and functionality of HLTY ECFCs and making them more CAD ECFCs-like. Therefore, we performed cDNA microarray analysis to identify genes that were up-or down-regulated in CAD ECFCs. By using RNA prepared from ECFCs isolated from two CAD patients and one HLTY individual, we identified 410 and 411 genes that were at least 2-fold up-and down-regulated in CAD ECFCs, respectively (Fig 3A) . Following molecular function classification and network analysis of those up-and down-regulated genes using Ingenuity Pathway Analysis™ (IPA), 36 angiogenesis-related genes with 15 and 21 genes up-and down-regulated in CAD ECFCs were identified (Fig 3A) . Heat map showed significant differences between the 36 mRNAs in CAD ECFC versus HLTY control (Fig 3B) . We hypothesized that miRNAs that are up-regulated in CAD plasma may be involved in dysregulating the expression of those angiogenesis-related genes. Therefore, a negative expression correlation between miRNAs up-regulated in CAD plasma and the angiogenesis-related genes were analyzed using Pearson's correlation coefficient. Out of the top 6 miRNAs that are highly expressed in CAD plasma shown in Table 2 , we observed a significant negative correlation between the top 5 highly expressed miRNAs and the 21 angiogenesis-related genes that are down-regulated in CAD ECFCs (Fig 3C) . Therefore, those 5 miRNAs were chosen for further analysis. Increased miR-146a-5p and miR-146b-5p levels in the plasma and ECFCs of patients with CAD
Our in silico data was validated by detecting the levels of the five miRNAs in plasma and ECFCs from patients with CAD and HLTY control individuals. Among the five miRNAs examined, levels of circulating miR-26a-5p, miR-146a-5p and miR-146b-5p in plasma from CAD patients showed significant up-regulation compared to HLTY control (Fig 4A) . Further exploration of their levels in ECFCs isolated from ten CAD patients and five HLTY control, only miR-146a-5p and miR-146b-5p were significantly more abundant in CAD cases (Fig 4B) . No significant difference in miR-26a-5p level was observed between HLTY and CAD populations ( Fig 4B) . We then investigated the effect of miR-146a-5p and miR-146b-5p on ECFCs activities. Successful knockdown of endogenous miR-146a-5p and miR-146b-5p in CAD ECFCs by miRZip Anti-microRNA constructs were first confirmed by reverse transcriptionquantitative polymerase chain reaction (RT-qPCR) (Fig 5A) . Consistent with our hypothesis, angiogenic-related abilities, including migratory and microtubule formation activity, of CAD ECFCs were significantly increased in miR-146a-5p and miR-146b-5p knockdown cells ( Fig  5B and 5C ). More importantly, increasing miR-146a-5p or miR-146b-5p expression in HLTY ECFCs by transducing lentiviral vector expressing miR-146a-5p or miR-146b-5p (Fig 5D) resulted in a significant reduction in migration and microtubule formation activities of HLTY ECFCs (Fig 5E and 5F ).
miR-146a-5p and miR-146b-5p regulates ECFC function through suppressing a Rho-related GTP-binding protein RHOJ
To better understand the mechanism of how miR-146a-5p and miR-146b-5p regulate cell migration and microtubule formation, we attempted to identify potential novel downstream targets of miR-146a-5p and miR-146b-5p. TargetScan 7.0 bioinformatic algorithm was used to analyze 21 angiogenesis-related genes that were negatively correlated with miR-146a-5p and miR-146b-5p in CAD ECFCs in comparison with HLTY ECFCs (Fig 3C) miR-146a-5p and miR-146b-5p targets. We identified a total of 10 target genes for miR146a-5p and miR-146b-5p. Among them, 6 were targeted by both miR-146a-5p and miR146b-5p, 2 were targeted by miR-146a-5p, and 2 were targeted by miR-146b-5p (Fig 6A) . To further validate our in silico findings, we analyzed the expression levels of the 10 potential miRNA target genes in control and miR-146a-5p and miR-146b-5p knockdown CAD ECFCs using RT-qPCR. The expression of CAV1 and RHOJ that were identified as target genes of both miR-146a-5p and miR-146b-5p were significantly increased in both miR146a-5p and miR-146b-5p knockdown CAD ECFCs (Fig 6B) . Though S1PR3 and FLNA were also identified as target genes of both miR-146a-5p and miR-146b-5p, their RNA levels were found to be increased in CAD ECFCs only when miR-146a-5p was knockdown ( Fig  6B) . The expression level of CSF1 and SKP2 showed no significant change upon miR-146a-5p knockdown in CAD ECFC (Fig 6C) . Moreover, levels of MMP2 and NRG1 were not increased upon miR-146b-5p knockdown (Fig 6D) . These results suggest that CAV1, RHOJ, S1PR3 and FLNA are potential angiogenesis-related genes targeted by miR-146a-5p and miR-146b-5p in CAD ECFCs. To further confirm this, we analyzed the expression levels of CAV1, RHOJ, S1PR3 and FLNA in both HLTY and CAD ECFCs by RT-qPCR and showed lower expression levels of both CAV1 and RHOJ in CAD ECFCs when compared with HLTY ECFCs (Fig 7) . Together, all these data indicate that CAV1 and RHOJ are novel targets of miR-146a-5p and miR-146b-5p in CAD ECFC. The direct repression of CAV1 and RHOJ by miR-146a-5p and miR-146b-5p was explored using luciferase reporter assay. TargetScan 7.0 was utilized to pinpoint the two predicted binding sites for miR-146a-5p (TSS 1564 and TSS 1736), one binding site for miR-146b-5p (TSS 1736) on the 3'-untranslated region (3'-UTR) of CAV1 (Fig 8A, upper  panel) and one binding site for both miR-146a-5p and miR-146b-5p on the 3'UTR of RHOJ (TSS 1130) (Fig 8B, upper panel) . The 3'-UTR of CAV1 and RHOJ containing seed sequence of miR-146a-5p and miR-146b-5p were inserted downstream of luciferase cDNA. We found that miR-146a-5p and miR-146b-5p were able to repress luciferase expression when the construct contained the 3'-UTR of RHOJ (Fig 8B) but not of CAV1 (Fig 8A) . This repression of luciferase activity was reversed when the binding site for miR-146a-5p and miR-146b-5p in RHOJ 3'-UTR was mutated (Fig 8B) . Furthermore, we confirmed by RTqPCR that the expression levels of RHOJ were significantly decreased when miR-146a-5p and miR-146b-5p were overexpressed in HLTY ECFCs (Fig 8C) . RHOJ is a Rho GTPase mainly expressed in endothelial cells and has been shown to regulate endothelial motility and tubulogenesis [44, 45] . To further evaluate the effect of RHOJ in ECFCs, we knocked down RHOJ in HLTY ECFCs. Successful knockdown of endogenous RHOJ in HLTY ECFCs by lentiviral vector expressing shRHOJ was confirmed by RT-qPCR (Fig 9A) . Consistently, knockdown of RHOJ significantly inhibit migration and microtubule formation activities of HLTY ECFCs (Fig 9B and 9C) . These data together indicate that RHOJ is a novel direct target of miR-146a-5p and miR-146b-5p, and it can cause dysfunction of angiogenic-related abilities of ECFCs. miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis in cardiovascular disease 
Discussion
Endothelial damage is considered as the first step of the cascade in arterial pathogenesis and therefore has long been believed to play a pivotal role in the development of CAD. Repair of defective endothelium at adult stage is not solely a result of proliferation of local endothelial cell, but also depends largely on differentiation of blood mononuclear cells derived ECFCs different shape according to the legends of right panel. Six genes were predicted to be negatively regulated by both miRNAs, while another 4 genes were predicted to be regulated by only one miRNA. (B) Knockdown of miR-146a-5p and miR-146b-5p in CAD ECFCs by miRZip significantly increased the expression of CAV1 and RHOJ. (C and D) Knockdown of miR-146a-5p (C) or miR-146b-5p (D) in CAD ECFCs by miRZip did not change the expression of its predicted target genes.
https://doi.org/10.1371/journal.pone.0181562.g006 Fig 7. RT-qPCR assays show higher expression levels of CAV1 and RHOJ in CAD ECFCs than in HLTY ECFCs. Levels of CAV1 and RHOJ, but not S1PR3 and FLNA, were expressed at significantly higher level in CAD ECFCs. n.s: not significant, *p<0.05 by Student's-t test.
https://doi.org/10.1371/journal.pone.0181562.g007 miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis in cardiovascular disease Fig 8. miR-146a-5p and miR-146b-5p directly target RHOJ. (A) Structure of the luciferase reporter construct and the predicted miR-146a-5p and miR-146b-5p binding site(s) on 3'UTR of CAV1 (upper panel). Luciferase activities of 293T miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis in cardiovascular disease into endothelial cells [46] . Reduced ECFC-mediated vascular repair functionality is believed to contribute to increase the risk of CAD. In this report, we found that CAD ECFCs may also exploit the secretory pathway in an opposite manner as a means of reducing angiogenesis-and vasculogenesis-related activities of HLTY ECFCs. The CAD ECFCs secreted factors, which can travel as free form (Fig 1B) or in exosomes (Fig 1C) , were sufficient for, as well as being critical miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis in cardiovascular disease to, suppressing migration and tube formation activity of HLTY ECFCs. This finding suggests that diseased ECFCs in CAD may not only reduce blood vessel repair by loss of its own function but also by secreting inhibitory factors to inhibit the repair of endothelium and by dysregulating the functions of HLTY ECFCs. Identifying and blocking this negative-feedback loop may provide a new strategy to slow down the progression of CAD and other EPC-related diseases, such as diabetes mellitus-related arterial disorder.
The miRNAs expression profiles of HLTY and CAD ECFCs have been extensively studied. There is emerging evidence showing many anti-angiogenic miRNAs, which target angiogenic genes such as VEGF, are up-regulated in CAD ECFCs and consequently suppresses ECFC activities [33] [34] [35] . It is conceivable that angiogenic cytokines are some of the crucial targets of the miRNAs found up-regulated in CAD ECFCs. However, the role of miRNAs in targeting other angiogenic-related genes in CAD ECFC was largely unknown. In this study, by combining transcriptome-based profiling of mRNA and miRNA expression with bioinformatics analysis and prediction, we identified the miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis as potential novel mechanism underlying CAD pathogenesis and prognostic biomarker for CAD patients. miR-146a-5p has been initially identified as a cancer-related miRNA. Some studies have implicated it as an oncogenic miRNA [47, 48] , but others suggested a carcinostatic role [49] [50] [51] . Some recent reports indicate the function of miR-146a-5p in endothelial cells. However, most studies focus on its inflammatory roles [52, 53] . Though, one recent report showed lower level of miR-146a-5p and higher levels of VEGF-A in endometriotic lesions suggesting a potential role of miR-146a-5p in targeting proangiogenic factors in angiogenesis [54] , little is known about the expression and exact function of miR-146a-5p in ECFCs. Similarly, miR146a-5p was found to participate in inflammatory functions of endothelial cells [55] . Significant up-regulation of miR-146b-5p was identified in pulmonary artery remodeling indicating its role in angiogenesis [56] . However, there are no evidence to show a link between miR146b-5p and ECFCs. Together, these results indicate the potential of miR-146a-5p and miR146b-5p in regulating angiogenesis, but little is known about the role of miR-146a-5p and miR-146b-5p in regulating ECFCs activities and vascular repair. Here, we showed that miR146a-5p and miR-146b-5p were up-regulated in both plasma (Fig 4A) and ECFCs (Fig 4B) of CAD patients. Knockdown of miR-146a-5p and miR-146b-5p increased the migration and tube formation activity of CAD ECFCs (Fig 5A) . Consistently, overexpression of miR-146a-5p and miR-146b-5p significantly inhibited the migration and tube formation activity of HLTY ECFCs (Fig 5B) . Since the activities of ECFCs have been shown to correlate with the integrity of endothelium and severity of CAD, our finding may have prognostic implication of combined liquid biopsy biomarker in CAD and clinical implications for development of CAD treatment involving inhibition of multiple miRNAs. miRNAs play a key regulatory role in gene expression at the posttranscriptional level. It is well recognized that miRNA represses gene expression at both the level of mRNA stability by inducing mRNA degradation and the level of translation inhibition by binding to 3 0 UTR of the target mRNAs [57] . Here, we focus on miRNA mediated RNA degradation and performed cDNA microarray analysis to identify genes potentially targeted and degraded by miR-146a-5p and miR-146b-5p. Though several miR-146a-5p [58] and miR-146b-5p [59] targeting genes were identified, these genes were mainly related to cancer. To elucidate the role of miR-146a-5p and miR-146b-5p in angiogenesis, we performed an integrative bioinformatics analysis of transcriptome and miRNome (Fig 3) and revealed the regulatory network involved in angiogenesis (Fig 6A) . Among the genes identified, S1PR3 and FLNA were increased in CAD ECFCs when miR-146a-5p was knockdown and RHOJ and CAV1 were significantly up-regulated in both miR-146a-5p and miR-146b-5p knockdown CAD ECFCs (Fig 6B) . Although all four genes that we validated were up-regulated in knockdown of miR-146a-5p or/and miR-146b-5p, only RHOJ and CAV1 were consistently much lower in the ECFCs of CAD patients when compared with healthy control (Fig 7) . These data indicate that multiple miRNAs may be required for dysregulation of angiogenic genes in CAD. Reporter assays confirmed the direct binding and repression of both miR-146a-5p and miR-146b-5p to the 3'-UTR of VEGF mRNA (Fig 8B) . Consistently, overexpression of miR-146a-5p and miR-146b-5p significantly decreased the expression level of RHOJ in HLTY ECFCs (Fig 8C) . RHOJ belongs to the Rho GTPase subfamily expressed mainly in endothelial and tumor cells (reviewed in [60] ). Functionally, RHOJ was shown to regulate endothelial motility and tubulogenesis in vitro [44, 61] and vascularization in vivo [61, 62] . However, there is no report showing the role of RHOJ in ECFCs. In this study, we showed for the first time that RHOJ also plays an important role in maintaining the normal function of HLTY ECFCs (Fig 9B and 9C) . Together, our data indicate that RHOJ is a novel direct target gene of miR-146a-5p and miR-146b-5p in ECFCs and can cause dysfunction of angiogenic-related abilities of ECFCs. The role of RHOJ in endothelial cells suggests that miRNAs secreted by CAD ECFCs may not only be taken up by HLTY ECFCs but also by endothelial cells and consequently disrupt the normal function of endothelial cells.
In summary, our study has revealed miR-146a-5p and miR-146b-5p as new potential angiogenesis regulatory miRNAs that are up-regulated and potentially secreted by CAD ECFCs. Here, we provide indirect evidence showing that circulating miR-146a-5p and miR-146b-5p, including free and exosome-associated forms, may be taken up by HLTY ECFCs and resulting in amplification of diseased ECFCs (Fig 10) . Our results also reveal the existence of miR-146a-5p/RHOJ and miR-146b-5p/RHOJ axis as a novel pathogenesis pathway that regulates ECFC function in patients with CAD. Identifying and blocking this secretory miRNAs-mediated negative-feedback loop may provide a novel strategy for therapeutic application in CAD and other EPC-related diseases. 
